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Appendix 



(Amended part in page 14 of the specification. Inserted sentences are underlined] 

Figure 1 shows construction of an expression vector for an antithrombin (AT) 

recombinant variant (in case of Ser380His). 

[DETAILED DESCRIPTION OF PREFERRED EMBODIMENTS] 

The novel antithrombin variant of the invention was prepared by 
site-specific mutagenesis as a variant having a three dimensional structure, which is 

of mutation with Sculptor method ft) rnn W ion 11^, "L-^ f fl in- 
digestion. The variant cDNA was inserted into E^w., ^ mnuuAm _ f „. 
The reeultant, plaamid waa ua P d for trn.Hfectinn r>f RUtr ^ trnTlgWa , DTJT , 
P^s were selective cultivate to nroduc* *h» vaHant ^ „ 

The invention is more specifically illustrated by way of the specific 
method for the preparation of a variant as set forth hereinafter. 

To 2.5 ug (10 of cDNA (single-stranded) for the native form of antithrombin 
was annealed 30 ul of a variant primer (0.475 OD/ml) for amino acid substitution to 
synthesize a full-length cDNA with DNA polymerase. Then, the nucleotide sequence 
was determined to confirm a formation of variant. cDNA (l.4fcb) for each antithrombin 
variant was integrated into EcoRl site of P cD2 vector and then cleaved with EcoRI and 
PstI to confirm the direction of the inserted sequence. The vector with sequence 
integrated in right direction was transfer into BHK cells for a large-scale production 
by a calcium phosphate method (FIG. l). 



'01-12-05 18:27 AVENTIS LEG & IPG 



P. 4/4 

10/018815 



FIG, 1 

Base sequence of natural form of AT 



380 




Transformation of BHK cells 



